Flow cytometry operating conditions, data acquisition and analysis
The majority of FCM experiments were performed with a Beckman Coulter FC 500 equipped with an additional solid phase 635 nm laser and running CXP Acquisition 2.2. Few experiments were performed with a Beckman Coulter Gallios in a 3 laser/10 color configuration and running Gallios cytometer 1.2. Parameters were measured in area mode and set to a logarithmic scale. With the FC 500, measured parameters were Forward Scatter (FS), Side Scatter (SS), Fluorescence channel 1 (FL1) for Anx5-Fluo and FL4 for Anx5-Cy5. The FS detector was set to collect angles from 1 to 19°. With the Gallios, measured parameters were FS, SS, FL1 for Anx5-Fluo and FL6 for Anx5-Cy5. The FS detector of the Gallios was set on the W² mode [Robert et al., Arterioscler Thromb Vasc Biol 2012; 32: 1054-8] . The flow rate was set to low setting on both flow cytometers. Each PFP sample was measured in duplicate.
For the detection of Anx5-positive EVs based on FS triggering, a threshold value of 1 was set on the FS detector. The voltages and gains applied to the FS and SS detectors were set 3 using HBS buffer so that the scattering background level was about 400 ± 150 events /s for both flow cytometers. With these settings, the FC 500 was found to detect 100% and 17% of the 1-µm F-XC100 and 500-nm F-X050 particles, respectively, while on the Gallios, 100% of both 1-µm and 500-nm particles were detected, and none of the 240-nm particles was detected ( Fig. S2 ).
For the detection of Anx5-positive EVs based on FL triggering, a threshold value of 1 was set on the selected fluorescence detector, namely FL1 or FL4 on the FC 500, and FL1 or FL6 on the Gallios, depending whether Anx5-Fluo or Anx5-Cy5 was used. Fluorescence detector voltages were adjusted by running PFP samples containing 2.8 nM Anx5-F* in the absence of Ca 2+ , and setting the noise level below 50 events /s. The number of Anx5-positive EVs detected was converted into concentration values by taking into account the acquired volumes and the dilution factor of the sample. On the FC 500, the flow rate was checked daily by repeated measurement of F-XC100 particles at 10 6 particles /mL. Flow rates of 10 µL /min for a 1 min acquisition time and 6.7 µL /min for a 10 min acquisition time were measured, with coefficients of variation (CV) lower than 5%. On the Gallios, CVs higher than 5% were measured, hence 1-µm Ultra Rainbow particles were added to each sample at 10 5 particles /mL as internal standards of acquired volumes. The concentrations of F-XC100 and Ultra Rainbow particle stock solutions were regularly checked using 2-µm AccuCount particles.
For experiments of phenotyping, a PFP sample was double labeled as follows: 50 µL PFP was mixed with either 10 ng anti-mouse-IgG-PE, 10 µL anti-CD41-mAb-PE or 1 µL anti-CD235a-mAb-PE and incubated for 1 h prior to 10 x dilution and Anx5-Cy5 labeling as described in Methods.
Data was analyzed and figures were generated using Kaluza software 1.2.
High-speed centrifugation of PFP samples
300 µL PFP were diluted 10 x with HBS buffer and were centrifuged at 20,000 g for 30 min in an Optima™ MAX-E Ultracentrifuge equipped with a MLS50 rotor. The supernatant was withdrawn and the pellet was re-suspended with 3 mL HBS buffer. 500 µL aliquots of the supernatant and the re-suspended pellet were labelled with Anx5-F* and analyzed by FL triggering as described above.
Preparation of large unilamellar vesicles (LUVs)
LUVs were prepared by lipid film hydration followed by extrusion, as described in [Garnier B et al., Biointerphases, 2012, 7:1-4] . Large unilamellar vesicles (LUVs) of 200 nm nominal diameters were made of DOPC:DOPS (4:1, mole ratio) or DOPC:DOPE (4:1, mole ratio). In these experiments, a PFP sample was diluted 10 (C), By FS triggering, 100% of both 1-µm and 500-nm particles were detected, while none of the 240-nm particles was detected.
SUPPLEMENTARY TABLE
(D), Using FL triggering, 100% of the three types of particles were detected. Tait JF et al. Anal.. Biochem. 2004, 329: 112-119] . after centrifugation at 20,000 g for 30 min, and 1 ± 1 % after centrifugation at 100,000 g for 60 min (data not shown). Thus, Anx5-positive objects sediment at moderate sedimentation forces, as expected for proteo-lipidic membrane vesicles [e.g. Sobel A, Weber M and Changeux JP. Eur. J. Biochem. 1977, 80: 215-224] .
(F), Analysis of Anx5-positive EVs in the re-suspended pellet from the experiment presented in (E). About 80% of the Anx5-positive EVs initially present in the PFP sample were recovered in the re-suspended pellet, together with some large aggregates, which scatter light close to polystyrene particles of 0.5 µm and 1 µm.
Fig. S4. Influence of Ca 2+ concentration on the detection of Anx5-EVs by FL triggering
The graph represents the relationship between the concentration of Anx5-positive EVs detected by FL triggering and the Ca 2+ concentration used for re-calcifying PFP samples.
Half-maximal binding was obtained with 3.2 mM Ca 2+ , while a plateau was reached at about 10 mM Ca 2+ .
Fig. S5. Detection of LUVs of various lipid compositions by FL triggering
The graph represents the number of LUVs detected by FL triggering as a function of the LUV The Gallios instrument presents a higher sensitivity than the FC 500, both in scattering (3.8 x) and in fluorescence (2.2 x). This result is in agreement with previous reports [Robert S et al. Arterioscler. Thromb. Vasc. Biol. Anal. 2012 , 32: 1054 -1058 and with the instruments'
specifications [Holl TM et al., Beckman Coulter Life Sciences White Paper, BR-18063A] .
The concentrations of Anx5-positive EVs detected by FL triggering are 77 and 45 x larger than by FS triggering with the FC 500 and the Gallios, respectively. 
